[Abstract] Carotenoids are ubiquitous pigments that play key roles in photosynthesis and also accumulate to high levels in fruit and flowers. Specific carotenoids play essential roles in human health as these compounds are precursors for Vitamin A; other specific carotenoids are important sources of macular pigments and all carotenoids are important anti-oxidants. Accurate determination of the composition and concentration of this complex set of natural products is therefore important in many different scientific areas. One of the richest sources of these compounds is the fruit of Capsicum; these red, yellow and orange fruit accumulate multiple carotenes and xanthophylls. This report describes the detailed method for the extraction and quantification of specific carotenes and xanthophylls.
5. Filter the CHCl3 extract using Whatman 1 (or equivalent) filter paper and a vacuum filter.
6. Transfer filtrate to a ~40 ml glass amber vial and evaporate the solvent using a stream of N2 gas and gentle heating (50 °C). A nitrogen evaporator works well for this step.
7. Resuspend the dried sample in 1.1 ml of 2-propanol. Bath sonication is advised to help resuspend the material.
8. Material can be stored at -20 or -80 °C for several weeks.
9. We keep the extracted sample out of bright light as much as possible. During the time the sample is on the nitrogen evaporator in the fume hood, we keep the lights off in the hood;
we store the samples in amber vials and we keep the vials in the dark as much as possible. 3. Cool the sample by immersion in an ice bath for ~2 min, then add 0.5 ml of water.
4. Add 0.4 ml of CHCl3. Vortex vigorously.
5. Centrifuge for 1-2 min at top speed (10,000 to 12,000 x g) in a microcentrifuge to resolve the phases. Lower centrifugal forces will also resolve the CHCl3 and aqueous phases.
6. Remove (discard) the upper phase; recover the lower phase.
C. HPLC Analysis 2. Chromatography is conducted on an HPLC system with a photodiode array detector using the full visible spectrum (400 -700 nm) with monitoring employed at 450 nm.
Column is a YMC carotenoid column, 250 mm x 4.6 mm, S = 5 µm. 
